Transformation and Plating
-Thaw tubes of cells on ice

-for each transformation tube add 50uL of DGRC competent cells (rack B of Bass Lab -80C) and (half of) ligation product

-swirl gently with pipette tip

-incubate on ice for 30min, swirling briefly after 15 minutes

-Heat shock @ 37°C for 2 minutes

-chill on ice for 2min

-add 1ml of 37°C LB broth to each tube

-incubate @ 37°C @ 225rpm for 1 hr

-During 1hr incubation put 2 LB+Amp agar plates / transformation into the 37°C incubator for at least 20min


-spread 35uL XGal in DMF per plate


-place plates back in incubator until transformation reaction is ready to plate

-plate 1:100 plates


-100uL of transformation reaction. Spot in the center of the plate and spread

-spin transformation reaction 5min @ 5000rpm

-remove ~800uL of supernatant

-resuspend pellet in remaining supernatant and plate 100uL to produce a 1:10 plate

-put plates face down in 37°C incubator overnight

-colonies with insert are white and colonies without insert are blue 

Solutions

40mg/ml Xgal in DMF
40mg 5-Bromo-4-chloro-3-indolyl-β-D-galactoside (Xgal)

1ml N,N dimethyl formamide (DMF)


-use a glass pipette and glass vial because it eats through plastic


-located in the flammable cabinet in the Deitcher lab

Cover glass vial in foil

Store @ -20°C
